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BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of 
the original documents submitted by the applicant. 

Defects in the images may include (but are not limited to): 

• BLACK BORDERS 

• TEXT CUT OFF AT TOP, BOTTOM OR SIDES 

• FADED TEXT 

• ILLEGIBLE TEXT 

• SKEWED/SLANTED IMAGES 

• COLORED PHOTOS 

• BLACK OR VERY BLACK AND WHITE DARK PHOTOS 

• GRAY SCALE DOCUMENTS 

IMAGES ARE BEST AVAILABLE COPY. 



As rescanning documents will not correct images, 
please do not report the images to the 
Image Problem Mailbox. 
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Isolate the A2B5+ cells 
by immunopanning 



Let the cells grow to 60-80% 
confluency 



Infect the cells with 

v-myc viral supernatant 

(1:1 dilution with NEP basal medium) 

1 10.5 hours later 
Replace with NEP basal medium 




+10% FBS 



Select the cells with G418 (150jag/ml) 
for 3 days 



Let the clones grow 



Split the clones and plate cells as 
Glial Restricted Immortalized 
Precursor cells (GRIP) 

FTG. 9 



G 



A 4 / 



A2B5/GFAP 



+CNTF 



f A2B5/JSFAB 
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Untransfected GRPs 




Typical neo-resistant clone (Clone 1) 




Typical neo-resistant clone (Clone 2) 
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A. PCR with oligos flanking presumptive IRES-neo insertion 



~6.5kb 
~2.6kb 



T"~2 3 4 5 6 7 8 .9 id* ~~TTl2i3A4:lJ^TJ\ 

v • •-• V • V *J 



.... Sr . ~ - w . - 4- ^ w ~~ ^ . : , s.^jg™ 



.«..,..-.. " - ~4.1kb 




B. PCR with one primer in IRES-neo, the other in Polr2a 



-5.3kb 



1 2 3 4 5 6 7 8 91011 12 131415 .. 
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